This strain appeared to consist of a mixture of two variants: 4 of 20 subcultures from single colonies were coagulase-negative; the remaining 16 were coagulase-positive.
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Studies on the nutritional requirements of leptospirae have been reported by many investigators, but the growth factors of pathogenic leptospirae have not yet been ascertained. Rabbit serum, which is the most important constituent in the medium, is still necessary at present for the good growth of pathogenic leptospirae. Accordingly, biochemical studies have been impeded because of the difficulties of mass cultivation.
There have been many reports that fatty acids or lipids play an important role for the growth of leptospirae [Mifuchi and Kawata, Med. Biol. (Tokyo) 28:128, 1953; Woratz, Zentr. Bakteriol. Parasitenk. Abt. I Orig. 162:106, 1955; 169:269, 1957; Johnson and Wilson, J. Bacteriol. 80:406, 1960; Mifuchi, Hosoi, and Yanagihara, Japan. J. Microbiol. 5:215, 1961 200 ,ug; glucose, 667,g; MgSO4 .7H20, 30 mg; and phenol red, 5 mg per liter) in a concentration of 2 and 4 mg/ml as semidried bacilli. This medium containing cells of mycobacteria was sterilized at 100 C for 30 min or 121 C for 10 min. Leptospira icterohaemorrhagiae Mikawajima and L. canicola Utrecht were grown in Korthof medium, washed twice with the basal medium by centrifugation (4200 X g, 30 min), and inoculated to the test medium containing acid-fast bacilli. Incubation temperature was 30 C. Growth of leptospirae was estimated with a Petroff-Hausser counting chamber.
Growth curves of leptospirae are shown in Fig. 1 and 2 . By addition of dead cells of M. phlei or M. smegmatis, the growth of L. canicola was supported as well as by serum. L. icterohaemorrhagiae also showed relatively good growth in the medium with added mycobacterial cells, although its growth was somewhat inferior to the growth in serum medium. However, at the second transfer culture in the same medium, it grew as well as in serum. No other microbes except mycobacteria could support the growth of L. icterohaemorrhagiae. were added to the basal medium in a concentration of 4 mg/ml, and then sterilized. As a control, the basal medium only and the medium containing 10% rabbit serum were used.
The cells of mycobacteria could be used in place of rabbit serum in the culture of pathogenic leptospirae. It is of interest that the growth factor for pathogenic leptospirae in M. phlei and Growth response of Leptospira icterohaemorrhagiae Mikawajima to the medium containing acid-fast bacilli. Semidried acid-fast bacilli, in place of rabbit serum, were added to the basal medium in a concentration of 2 mg/ml, and then sterilized. As a control, the basal medium only and the medium containing 10% rabbit serum were used.
M. smegmatis was thermostable on heating at 100 or 121 C. An attempt to separate the growthsupporting factor from mycobacterial cells is now in progress. Sect. 3, Med. Sci. 26:317, 1948 ) and the filter of plates and a level surface. The lack of a gimpaper disc assays for antibiotic and enzyme balled surface and the roll of the ship encouraged activity, dictate the use of petri plates. The above improvisation.
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